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Background: The aim of this study was to investigate the discor-
dance rates of eight known driver mutations among multiple matched 
intrapulmonary ground-glass nodules (GGNs) in non–small-cell 
lung cancer (NSCLC) patients.
Methods: Tumors from 35 patients with multiple lesions resected, 
including confirmed NSCLC and at least one GGN, were analyzed 
for mutations in EGFR, KRAS, HER2, BRAF, and PIK3CA together 
with fusions in ALK, ROS1, and RET.
Results: From 35 patients, a total of 72 lesions (60 were GGNs) were 
analyzed. These included nine adenocarcinoma in situ, nine minimal 
invasive adenocarcinoma, and 54 invasive adenocarcinoma. Among 
them, 33 tumor lesions (45.8 %) were found harboring EGFR muta-
tions: 13 tumors with exon 19 deletion, 18 with L858R on exon 21, 
and two with both exon 19 del and L858R mutation. There were 5 
tumors (6.9 %) harboring EML4-ALK fusion, four HER2 mutations 
(5.6%), three KRAS mutations (4.2%), one ROS1 fusion and one 
BRAF mutation. When we used the matched tumors to determine the 
intertumor discrepancy, only six out of 30 patients harbored identical 
mutations. The discordance rate of driver mutations was 80% (24 
of 30) in those patients harboring at least one of the detected driver 
mutations. The median disease-free survival was 41.2 months (95% 
confidence interval: 35.8–52.6 months) and the median overall sur-
vival was “still not reached” in this cohort.
Conclusions: We found a high discrepancy of driver mutations 
among NSCLC patients with GGNs and a favorable prognosis after 
multiple lesions resection, which support surgical resection in this 
situation as a reasonable approach.
Key Words: non–small-cell lung cancer, GGN, driver mutation, 
intertumor discrepancy.
(J Thorac Oncol. 2015;10: 778–783)
Synchronous multiple primary lung cancer (SMPLC), defined as multiple primary lung cancer discovered around 
same period of time,1,2 was reported to be rare with an inci-
dence ranging up to 0.5%.3 Although it has been difficult to 
distinguish SMPLC from metastatic disease,4 the application 
of molecular markers is now offering valuable information 
(reference here).4,5
With recent advances in diagnostic imaging modalities 
and the widespread use of chest computed tomography screen-
ing for high-risk individuals, pure ground-glass opacity (GGO) 
lesions or mixed ground-glass nodules (GGNs) have been 
increasingly detected on high-resolution computed tomography 
scans.6,7 Several studies have shown that patients with GGN 
have different clinical features or prognosis.8–10 It was thought 
the multifocality of lung nodules may be because of either the 
dissemination of malignant cells from a single primary tumor 
(intrapulmonary spread) or synchronous development of mul-
tifocal independent lesions.11,12 More importantly, several stud-
ies found that intertumor heterogeneity occurs in several types 
of solid tumors,11,13–19 which could be helpful to distinguish 
SMPLC from metastastic tumors because lesions with high 
heterogeneity likely arise from different tumor clones.5
To determine the clonal heterogeneity of such intra-
pulmonary GGNs, we examined 72 pulmonary nodules with 
the majority of them being GGN lesions from 35 patients to 
analyze mutational status of EGFR, KRAS, HER2, BRAF, and 
PIK3CA together with gene fusions in ALK, ROS1, and RET. 
In addition, we also provided here the follow-up results of 
those patients to demonstrate surgical resection could be as a 
rational approach in managing those GGN lesions.
MATERIALS AND METHODS
Patient’s Collection
Eligible patients were those non–small-cell lung cancer 
(NSCLC) patients who had multiple intrapulmonary nodules 
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with at least one grass ground nodule, and all lesions had to 
be resected. GGN was defined as hazy increased opacities of 
the lung with preservation of bronchial and vascular margins, 
including pure GGNs and part-solid GGNs. Tumor tissues 
were collected within 1 hour of resection and paraffin-embed-
ded. All cases were reviewed by pathologists for the confirma-
tion of tumor histology and tumor content. The histology was 
based on the criteria of the World Health Organization and 
the new classification of pulmonary adenocarcinoma.20 The 
TNM stage was determined according to version 7 of IASLC 
staging system. The follow-up interval was every 4–6 months 
within the first 2 years after the operation and then once a 
year according to the NCCN guideline 2011 version 3. This 
study was approved by the Ethics Committee of Shanghai 
Pulmonary Hospital, Tongji University, Shanghai, China and a 
written informed consent was obtained from each participant 
before the initiation of any study-related procedures.
Mutational Analyses
Genomic DNA or RNA was extracted from lung tumors 
as per standard protocols (RNeasy Mini Kit, and QiAamp 
DNA Mini Kit, Qiagen, Hilden, Germany). The isolated RNA 
samples were used for reverse transcription into cDNA using 
Revert Aid First Strand cDNA Synthesis Kit (Fermentas, St 
Leon-Rot, Germany). Either genomic DNA or cDNA were 
used for polymerase chain reaction (PCR) amplification and 
sequencing. EGFR (exons 18–21), HER2 (exons 18–21), 
KRAS (exons 2–3), BRAF (exons 11–15), and the exons 9 and 
20 of PIK3CA were PCR amplified using genomic DNA. Cycle 
sequencing of the purified PCR products was carried out with 
PCR primers using the commercially available ADx Mutation 
Detection Kits (Amory, Xiamen, China). The Ct values used 
to determine if a sample is positive or negative are based on 
extensive validation. Details were seen in previous studies.21–24
Detection of ALK/ROS1/RET Gene 
Fusion in Clinical Specimens
The ALK, ROS1, and RET fusion mRNA was read-
ily detected by PCR with ADxAmoyDx EML4-ALK, ROS1, 
and RET fusion gene detection kit (Amoy Diagnostics Co., 
Ltd, Xiamen, China). In brief, total RNA was extracted with 
QiagenRNeasy FFPE Kit (Cat. No.73504) and the mRNA 
were reverse-transcribed to cDNA at 42°C for 1 hour. β-actin 
was used as the internal control. The real time PCR conditions 
were as follows: an initial denaturation at 95°C for 5 minutes, 
followed by 95°C for 25 seconds, 64°C for 20 seconds, 72°C 
for 20 seconds to ensure the specificity and 31 cycles of 93°C 
for 25 seconds, 60°C for 35 seconds, 72°C for 20 seconds to 
perform the data collection and the sensitivity. The qualitative 
judgment is according to the mutation fluorescence signal. 
Details were seen in our previous studies.24–27
Statistical Analysis
Statistical analysis was carried out with SPSS version 
13.0 (SPSS, Inc., Chicago, IL). Disease-free survival (DFS) 
was defined as the time from the operation to the first doc-
umentation of disease relapse/metastasis or death from any 
cause. Overall survival (OS) was defined as the period from 
the operation to the date of death by any cause, or the date 
when the patient was last known to be alive. All time-to-event 
outcomes were estimated using the Kaplan–Meier method. 
χ2 test or Fisher’s exact test was used to analyze correlations 
between driver genes mutation status with pathological sub-
groups or radiological subtypes. The Kruskal–Wallis test was 
used to determine association significance between continu-
ous variables (i.e., diameter of lesions) and polychotomous 
variables (i.e., radiological subtypes or adenocarcinoma sub-
groups). All the statistical tests were conducted at the two-
sided 0.05 level of significance.
RESULTS
Patient Population
From Jun 2009 to Nov 2012, a total of 35 NSCLC patients 
who had their multiple intrapulmonary nodules resected were 
consecutively collected at the Shanghai Pulmonary Hospital, 
Tongji University, in Shanghai, China. The median age was 60 
years (range, 46–82 years). The proportions of males, never-
smokers, and patients with adenocarcinomas were 34.3%, 
71.4%, and 100%, respectively. Of these, 33 cases had two 
intrapulmonary lesions and two had three pulmonary lesions. 
Imaging examination showed that there were 60 lesions with 
GGN and 12 with solid nodules. None of the enrolled patients 
received neoadjuvant chemotherapy or any other anticancer 
therapy before the operation, whereas 14 patients received 
platinum-based doublet adjuvant chemotherapy. Detailed 
clinical characteristics are listed in Table 1.
Driver Mutation Analysis
Of 72 samples available to perform the mutation analy-
sis, EGFR kinase domain mutations were noticed in 45.8% 
of the tumors (33 of 72; 95% confidence interval [CI]: 
0.4306–0.7361). Among these, 13 were deletions in exon 
19, 18 had L858R missense change, and two were exon 19 
deletion together with L858R mutation (Fig. 1). HER2 muta-
tions were seen in 5.6% of the samples (four of 72; 95% CI: 
0.0278–0.1806), all of which were four amino acids “YVMA” 
insertion mutation in exon 20. Similarly, 4.2% of the samples 
(three of 72; 95% CI: 0.0139–0.1528) had KRAS G12C muta-
tion. 1.9% of the samples (one of 72; 95% CI: 0.0000–0.0972) 
samples had a BRAFV600E mutation (Fig. 1).
EML4-ALK gene fusions were observed in 5.6% of 
tumors (five of 72; 95% CI: 0.0278–0.1806; Fig. 1). Three of 
the fusions were EML4 exon 20 with ALK exon 20 and two 
were EML4 exon 13 with ALK exon 20. Also, 1.9% of the 
samples (one of 72; 95% CI: 0.0000–0.0972) were found to 
have a ROS1 fusion, which was ROS1 exon 34 with TPM3 
exon 8. PIK3CA mutation and RET fusion were not found 
in these samples. Among the tumors with known mutations, 
most were mutually exclusive, except one case harboring both 
EGFR mutation and EML4-ALK fusion (Fig. 1).
Comparison of Driver Mutation Status 
in Different Pulmonary Nodules
The discordant frequency rate of the driver mutation 
distribution was 68.6% (24 of 35) in the whole population, 
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whereas it was 80% (24 of 30) in the patients harbored at 
least one of the detected driver mutations. In one of the two 
cases who had three resected lung lesions, exon 21 L858R 
point mutation, exon 19 deletion, and L858R along with 
ALK fusion was found in the three tumors, respectively. As 
for EGFR gene alone, the discordant rate of driver mutations 
was 45.7% (16 of 35) in the whole population, whereas it was 
72.7% (16 of 22) in patients with at least one sample harbor-
ing EGFR mutation (Table 2).
The Association of Driver 
Mutation with Histology
Seventy-two lesions were included into this analysis, 
including nine adenocarcinoma in situ (AIS), nine minimal 
invasive adenocarcinoma (MIA), and 54 invasive adenocar-
cinoma (IA). The median diameter of the IA lesions was 
1.85 cm, which was significantly longer than 1.08 cm in the 
AIS and 0.90 cm in the MIA subgroup (p < 0.001). The inci-
dence rate of mutation drivers was 44.4% in the AIS subgroup, 
which was not significantly different than 55.6% in the MIA 
subgroup and 70.4% in the IA subgroup (p = 0.257; Table 3).
The Association of Driver Mutation 
with Radiological Subtypes
Imaging examination showed that there were 35 lesions 
with pure GGN, 25 with part-solid GGN, and 12 with solid 
nodule. The median diameter of the solid lesions was 1.40 cm, 
which was similar to 1.35 cm in the pure GGN and 1.68 cm in 
the part-solid GGN (p = 0.541). The incidence rate of driver 
mutations was 50% in the solid lesion subgroup, which was not 
significantly different from 71.4% in the pure GGN subgroup 
and 64% in the part-solid GGN subgroup (p = 0.399; Table 4).
Survival Analysis
As surgical resection is considered as one of the rational 
strategies in managing patients with GGNs,28,29 we also per-
formed survival analysis in all the enrolled 35 patients with a 
median follow-up time of 39.8 months (95% CI: 24.47–52.64). 
Among them, 18 patients (51.4%) were disease free and 32 
patients (91.4%) were still alive at the last follow-up data as 
TABLE 1.  Clinical Characteristics of 35 NSCLC Patients with 
Multiple Lung Ground-Glass Nodules
Characteristics Total
Median age, years 60 (46–82)
Sex
  Male 12 (34.3%)
  Female 23 (65.7%)
Performance status (ECOG; %)
  0 22 (62.9%)
  1 13 (37.1%)
Smoking status
  Never-smoker 25 (71.4%)
  Smoker 10 (28.6%)
Pulmonary lesions
  2 33 (94.3%)
  3 2 (5.7%)
Imaging feature of lesions
  One GGN 11 (31.4%)
  Two GGN 23 (65.7%)
  Three GGN 1 (2.9%)
Lymph node metastasis
  N0 30 (85.7%)
  N1 4 (11.4%)
  N2 1 (2.9%)
Operative mode
  Open lobectomy of two lobes 1 (2.9%)
  Open lobectomy and sublobar resection 4 (11.4%)
  VATS lobectomy of two lobes 8 (22.8%)
  VATS lobectomy and sublobar resection 22 (62.9%)
NSCLC, non–small-cell lung cancer; GGN, ground-glass nodules; VATS, video-
assisted thoracic surgery.
FIGURE 1.  The distribution of driver 
mutations in 72 samples.
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of Aug 10, 2014. The median DFS and OS for the evaluable 
patients in this study were 41.2 months (95% CI: 35.8–52.6 
months) and “still not reached,” respectively (Fig. 2).
DISCUSSION
In this study, we analyze mutational status in 72 lesions 
from 35 patients presenting with GGN, namely EGFR, KRAS, 
HER2, BRAF, and PIK3CA as well as genes fusions of ALK, 
ROS1, and RET to determine the discrepancy of driver muta-
tions in NSCLC patients with multiple pulmonary nodules. 
To the best of our knowledge, this study represents the first 
comprehensive and concurrent analysis of these known driver 
mutations in a cohort of lung cancer patients with multiple 
lung GGNs. We found a high discordance rate of 68.6% (24 
of 35) in the whole population and 80% (24 of 30) in patients 
harboring at least one of the detected driver mutations.
Intratumor heterogeneity is the existence of different can-
cer clonality in the same patient either because of anatomical 
selection or evolution over time and treatment that has been 
described recently and poses a significant challenge to personal-
ized cancer medicine.30–32 In lung cancer, it was reported that 
activating EGFR mutations were found to display intratumor 
heterogeneity and spatial discordance in 6.3–30% of cases.15,19 
Moreover, patients with multiple pulmonary nodules have a 
significantly higher rate of heterogeneity in EGFR mutations 
compared with extrapulmonary metastasis.15 In our study, we 
focused on patients with multiple lung GGNs and found a driver 
mutation discrepancy as high as 80% in 30 patients who har-
bored at least one genetic alteration. In line with our results, 
Chung et al.12 detected EGFR mutations in 24 NSCLC patients 
who had multiple lung nodules with GGO and also found a high 
discordancy rate of 70.8% (17 of 24). Our results thus are in 
concordance with previous findings and support the hypothesis 
that many multiple GGNs in NSCLC patients seem to arise from 
different primary clones31,32 and therefore warrant different strat-
egies from those with metastatic multiple pulmonary lesions.
However, up to date there is still no consensus regarding 
the optimal management of NSCLC patients with multiple pul-
monary nodules, even though the detection of multiple GGNs 
has become increasingly common with recent advances in 
radiology.6,7,28,33 Chang et al.10 investigated the natural history 
of pure GGO including multiple GGO lesions, and suggested 
that about 90% of the screening-detected pure GGO lung nod-
ules did not grow during long-term follow-up in subjects with 
no history of malignancy. Similarly, Chung et al. observed 
multiple pure GGO lesions in patients with bronchiolo-alveolar 
carcinoma remained without surgical resection and found 
there was no change in their size or features after a median 
follow-up period of 40.3 months. However, for patients with 
part-solid GGN lesion, Asamura et al.29 suggested that patients 
should be interpreted as surgical candidates, even with multi-
ple lesions. Our previous case report showed that when opera-
tion is feasible, it should be considered as a proper option for 
patients with heterogeneous bilateral quadruple pulmonary 
nodules.28 In this study, all of the enrolled patients had at least 
one GGN and had their nodules resected simultaneously, the 
median DFS was 44.2 months (95% CI: 35.8–52.6months) 
TABLE 2.  Comparison of Driver Mutation Status in Matched Tumors from 35 Patients with Multiple Intrapulmonary Nodules
Number No. of Alternation No. of Consistency* Discordant Rate
Whole population 35 24 11 68.4%
Patients with detectable mutations 30 24 6 80%
*Inconsistencies were counted here for Patient 29 who also harbored a rare mutation S768I in a lesion.
FIGURE 2.  The disease-free survival and overall survival 
curve of 35 patients.
TABLE 3.  The Distribution of Driver Mutations According to Adenocarcinoma Subgroups
Subtype No.
Median Diameter 
(cm, Range) EGFR ALK KRAS HER2 BRAF ROS1 Negative
AIS 9 1.08 (0.74–1.60) 2 1 1 0 0 0 5
MIA 9 0.90 (0.50–1.20) 2 1 0 2 0 0 4
IA 54 1.85 (0.64–3.00) 29 3 2 2 1 1 16
p valuea NA <0.001 0.058 0.764 0.471 0.059 0.844 0.844 0.257
aStatistical analysis was performed between driver mutations or diameter of the lesions with adenocarcinoma subgroups.
AIS, adenocarcinoma in situ; MIA, minimal invasive adenocarcinoma; IA, invasive adenocarcinoma.
782 Copyright © 2015 by the International Association for the Study of Lung Cancer
Wu et al. Journal of Thoracic Oncology ®  •  Volume 10, Number 5, May 2015
and OS has not been reached yet, therefore supporting the idea 
that GGN lesions may be considered as primary tumors and 
resection is a proper option for this subgroup.
In this study, we also compared the driver mutations in 
different subgroups of adenocarcinoma according to the new 
classification. As we know, KRAS and p53 mutations have been 
detected in precursor lesions of adenocarcinoma and squamous 
cell carcinoma, respectively.34,35 Also, EGFR mutations were 
found in atypical adenomatous hyperplasia and had a similar inci-
dence rate in bronchioloalveolar carcinoma and adenocarcinoma, 
supporting the observation that EGFR gene mutations occur in 
an early stage of pulmonary adenocarcinoma development.36,37 In 
line with these results, we found EGFR and KRAS mutations 
in those early lesions diagnosed as AIS. Interestingly, we also 
detected EML4-ALK fusion in an AIS lesion, a very early stage 
of pulmonary adenocarcinoma, which suggests that EML4-ALK 
fusion protein may also play an important role in tumor initiation 
and early stage of development much like the oncogenes EGFR 
or KRAS.38,39 As far as we know, this is the first time to report the 
detection of EML4-ALK in carcinoma in situ.
There are several limitations of this study that have to be 
considered. First, the sample size is relatively small, and the 
retrospective nature of the study may induce a selection bias. 
Second, the information obtained using the eight oncogenic 
driver genes may only represent a part of the picture because 
whole genome or exome sequencing was not used in this 
study. Third, a metastatic tumor may also be different from its 
primary at a genetic level because of progressive accumula-
tion of genetic alterations in some cases.32 Fourth, the survival 
data might be over-optimistic because the sizes of GGN are in 
the early stage and a part of them received adjuvant chemo-
therapy. Thus, a larger prospective study is needed to validate 
our findings.
In conclusion, we found a high level of intertumor dis-
crepancy of somatic driver mutations in patients with multiple 
GGNs. The high discrepancy suggests that many of these 
tumors likely have developed as independent primaries rather 
than metastatic disease. We observed a favorable prognosis 
after surgical resection of those lesions, supporting the strat-
egy that multiple GGNs in NSCLC patients might be consid-
ered as primary tumors and resection might be a proper option 
for this subgroup.
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